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Novel sequential treatment with palbociclib 
enhances the effect of cisplatin in RB‑proficient 
triple‑negative breast cancer
Yajing Huang1, Hao Wu2 and Xingrui Li1* 

Abstract 

Background:  Triple-negative breast cancer (TNBC) is a highly aggressive malignancy that lacks sensitivity to chemo-
therapy, endocrine therapy or targeted therapy. CDK4/6 inhibitors, combined with endocrine therapy, have been 
shown to be effective in postmenopausal women with HR-positive, HER2-negative advanced or metastatic breast 
cancer. Therefore, we investigated whether the CDK4/6 inhibitor palbociclib (PD) could enhance the effects of cispl-
atin (CDDP) on TNBC.

Methods:  The effects of different drug regimens consisting of PD and CDDP on MDA-MB-231 and RB-knockdown 
MDA-MB-231 (sh-MDA-MB-231) cells were assessed in vitro and in vivo. MDA-MB-468 and RB-overexpressing MDA-
MB-468 cells were used to assess the effect of the PD-CDDP regimens in vitro. Immunoblotting illustrated the role of 
the cyclin D1/RB/E2F axis signalling pathway.

Results:  PD induced G1 phase cell cycle arrest in the MDA-MB-231 cell line. However, synchronous treatment with 
PD and CDDP for 24 h, treatment with PD for 24 h followed by CDDP and treatment with CDDP for 24 h followed by 
PD had no influence on MDA-MB-231 cell apoptosis. We further investigated the effect of PD or CDDP withdrawal on 
the effects of sequential treatment and found that PD treatment for 48 h followed by withdrawal for 48 h and subse-
quent CDDP treatment (PD-CDDP) significantly increased apoptosis and inhibited the cell viability and colony forma-
tion of MDA-MB-231 cells, while with other regimens, PD and CDDP had an additive or antagonistic response. The 
preferential use of PD increased DNA damage induced by CDDP, as measured through γH2AX immunofluorescence. 
These findings were not observed in sh-MDA-MB-231 cells, and experiments to assess cell function in MDA-MB-468 
and RB-overexpressing MDA-MB-468 cells yielded similar results, which indicated that PD enhanced the sensitivity of 
TNBC cells to CDDP in an RB-dependent manner. In vivo, compared with single drug treatment, combination treat-
ment inhibited tumour growth and Ki-67 expression in MDA-MB-231 xenograft models. Western blot analysis revealed 
that PD enhanced sensitivity to CDDP through the CDK4/6-cyclin D1-RB-E2F pathway.

Conclusions:  Pre-treatment with PD synchronized the tumour cell cycle through the CDK4/6-cyclin D1-RB-E2F path-
way, which increased the antitumour effect of CDDP. Thus, PD-CDDP might be an effective treatment for RB-proficient 
TNBC patients.
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Background
Breast cancer (BC) is the most frequently diagnosed 
cancer in women worldwide and continues to be one 
of the leading causes of cancer-related deaths [1, 2]. 
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The standard treatment for BC mainly depends on 
the molecular subtype of the tumour. Triple-negative 
breast cancer (TNBC), which lacks oestrogen recep-
tor (ER), progesterone receptor (PR), and human epi-
dermal growth factor receptor 2 (HER2), accounts for 
approximately 15–20% of all BCs. As a highly aggres-
sive and heterogeneous tumour, it contributes signifi-
cantly to tumorigenesis and resistance to chemotherapy 
and is thus associated with an increased risk of disease 
recurrence and death [3]. Moreover, improper inter-
ventions, in terms of both timing and methods, lead to 
earlier relapse and a worse outcome [4]. Hence, there is 
a desire to explore more effective strategies.

Over the last decade, advances in molecular trans-
lational research have heralded major breakthroughs 
in the understanding, diagnosis and management of 
breast cancer. Cell cycle progression undertakes a cru-
cial role in cell proliferation, the aberration of which 
has been acknowledged as a hallmark of cancer [5, 6]. 
CDK4 and CDK6, cyclin-dependent kinases that func-
tion in the form of cyclin D1-bound compounds at a 
cell cycle checkpoint, can promote G1-S phase tran-
sition in the cell cycle. A major target of CDK4 and 
CDK6 during cell cycle progression is the tumour 
suppressor retinoblastoma (RB) protein. When RB is 
phosphorylated, its growth-suppressive properties are 
inactivated, releasing E2Fs. Amplification and overacti-
vation of the CDK4/6-cyclin D1-RB-E2F pathway have 
been observed in various malignancies, including BC 
[7–12]. Selective CDK4/6 inhibitors “turn off” these 
kinases and dephosphorylate RB, resulting in the block-
ade of cell cycle progression in mid-G1 phase and pre-
venting the proliferation of cancer cells [13].

Although many pre-clinical and clinical trials based 
on different TNBC subtypes have been conducted, 
no explicit targets have yet been identified [14, 15]. 
Clinical studies have confirmed the efficacy of cispl-
atin (CDDP), given through either single or combined 
administration, for TNBC. However, CDDP is highly 
toxic to the blood and nervous system and has limited 
survival benefits, so it is not routinely applied in chem-
otherapy regimens [16, 17]. Palbociclib (PD0332991, 
PD), a selective CDK4/6 inhibitor, has been approved 
by the Food and Drug Administration (FDA) as a 
first-line endocrine-based therapy for postmenopau-
sal women with hormone-receptor-positive (HR +), 
HER2-negative advanced or metastatic breast cancer 
[14, 18–20]. Therefore, we wondered whether PD alone 
or in combination with CDDP could be applied as a 
novel treatment for TNBC. To answer this question we 
performed the current study to discover the effect of 
PD alone or combined with CDDP on TNBC cells and 
the corresponding mechanism.

Methods
Cell culture and treatments
The TNBC cell line MDA-MB-231 was kindly donated 
by Professor Erwei Song, University of Sun Yat-Sen 
in 11/2018. The TNBC cell lines MDA-MB-468 and 
HCC1937 were purchased from GeneChem Company 
(Shanghai, China) in 01/2019. All cells were free of myco-
plasma contamination, and their identify was authen-
ticated by short tandem repeat (STR) DNA profiling 
by Shanghai Biowing Applied Biotechnology Co., Ltd 
on 31/10/2019. All cells used in the experiments were 
within 30 passages after thawing. MDA-MB-231 cells 
were cultured in DMEM with 10% FBS (Gibco, Grand 
Island, NY, USA). MDA-MB-468 cells were cultured in 
RPMI-1640 medium with 10% FBS (Gibco). Cells were 
incubated at 37  °C in a humidified atmosphere contain-
ing 5% CO2. In vitro, cells were treated with 500 nM PD 
(PD-0332991, SelleckChem, Houston, TX, USA) or vehi-
cle (PBS, BOSTER, Wuhan, China). MDA-MB-231 cells 
were treated with 50 μM CDDP, and MDA-MB-468 cells 
were treated with 1 μM CDDP (SelleckChem).

Apoptosis analysis
Cells (5 × 104/well) were seeded in triplicate in 10% 
RPMI-1640 medium/DMEM-FBS (complete medium) in 
6-well plates and treated with PD and CDDP at the indi-
cated concentrations separately or combined. After being 
treated for the defined duration, the cells were washed, 
resuspended in binding buffer, and stained with Annexin 
V-FITC/PI according to the manufacturer’s instructions 
(BD Biosciences). The apoptotic cell populations were 
analysed using flow cytometry (Beckman Coulter, CA). 
All assays were independently performed three times.

Cell cycle analysis
For cell cycle analysis, cells were harvested, washed with 
PBS, fixed in pre-chilled 70% ethanol, and kept overnight 
at − 20  °C. The fixed cells were then collected, washed, 
and resuspended in PBS. The cells were incubated with 
1 mg/mL RNase and 50 µg/mL propidium iodide (PI) in 
the dark for 30 min at 37 °C and subjected to flow cytom-
etry (Beckman Coulter, CA). The cell cycle results were 
analysed using FlowJo version 7.6.1. All assays were inde-
pendently performed in triplicate.

Assessment of cell viability
The viability of the cells was assessed with Cell Counting 
Kit-8 reagent (CCK8, Dojindo, Tokyo, Japan). A total of 
5000 to 10,000 cells per well, depending on the growth 
characteristics of each cell line were seeded in 96-well 
plates in triplicate. After adhering overnight, the desig-
nated drugs were added at different concentrations and/
or sequences to the wells. After the defined duration, the 
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supernatants were removed, and 100 μl of CCK8 solution 
(1:10 dilution) was added to the cells. After 2 h of incu-
bation at 37  °C in the dark, the optical density (OD) at 
450 nm was measured with a microplate reader (Bio-Rad 
Laboratories, Hercules, CA, USA). Each experiment was 
performed three times. The half maximal inhibitory con-
centration (IC50) was determined from dose–response 
curves generated by GraphPad Prism version 6.0. The 
combination index (CI) values for the combined treat-
ment regimens with PD and CDDP were calculated with 
CompuSyn version 1.0 [21].

Colony formation assay
Cells (500–1000/well) were seeded in 6-well plates and 
treated with the indicated drugs. After combination treat-
ments, the medium was replenished every 3  days until 
cells in the control wells reached 80–100% confluence. 
The cell monolayers were then fixed and stained with a 
solution of 4% paraformaldehyde and 0.5% crystal violet 
for 30 min at room temperature, washed with water, and 
dried. Colonies containing 50 or more cells were visu-
ally identified and counted. Assays were performed with 
three independently treated cell populations.

Tumour xenograft studies
This study was approved by the Ethics Committees of 
Tongji Hospital and performed in accordance with the 
Guide for the Care and Treatment of Laboratory Animals 
of Tongji Hospital. Four-week-old female BALB/c nude 
mice were purchased from Beijing Vital River Labora-
tory Animal Technology Co., Ltd., and quarantined alone 
for one week before the experiment. For MDA-MB-231 
cell line xenograft models, 7 × 106 cells were suspended 
in 100 μl of PBS plus 50 μl of Matrigel (BD Biosciences, 
MA, USA) and subcutaneously injected into the left 
axilla. One week later, mice bearing engrafted tumours 
of 50  mm3 were randomized to receive oral treatment 
with 150 mg/kg PD (n = 4), the intraperitoneal injection 
of 5 mg/kg CDDP (n = 4), PD-CDDP treatment (n = 4) or 
vehicle (PBS) treatment (n = 4) according to the dosing 
schedule provided in Fig. 4a. The perpendicular tumour 
diameters were measured with callipers. Tumour vol-
umes were calculated as (length × width2)/2 every 3 days. 
Tumours were weighed when the mice were euthanized 
by cervical dislocation. All mice were sacrificed when 
the tumour burden of the vehicle group was equal to 
1000 mm3. Tumours were fixed in 4% paraformaldehyde 
for paraffin embedding and used for immunohistochemi-
cal staining.

Immunohistochemistry
Tissue sections were incubated with antibody against 
Ki-67 (#9027, 1:400) (Cell Signaling Technology) 

overnight at 4  °C and stained with 3,3′-diaminobenzi-
dine (DAB). Densitometry analysis was performed using 
ImageJ version 1.48v.

Quantitative real‑time PCR (qRT‑PCR)
Total RNA was extracted from cells using TRIzol rea-
gent (Invitrogen, California, USA). RB expression was 
measured in triplicate using SYBR Green qPCR Mix 
(Toyobo, Shanghai, China) according to the manufac-
turer’s instructions. Primer sequences were as follows: 
RB Forward: 5′-CTC​TCG​TCA​GGC​TTG​AGT​TTG-3′, 
RB Reverse: 5′-GAC​ATC​TCA​TCT​AGG​TCA​ACTGC-
3′; GAPDH Forward: 5′-GGA​GCG​AGA​TCC​CTC​CAA​
AAT-3′, and GAPDH Reverse: 5′-GGC​TGT​TGT​CAT​
ACT​TCT​CATGG-3′. The comparative Ct method was 
used to calculate the relative mRNA expression, and 
GAPDH was used as an internal control.

Cell transfection
Plasmids containing small hairpin RNA (shRNA) target-
ing RB and negative control shRNA (shNC), RB-over-
expressing plasmid and empty plasmid were purchased 
from RiboBio (Guangzhou, China). ShRNA was trans-
fected into MDA-MB-231 cells, and RB-overexpressing 
plasmid and empty plasmid were transfected into MDA-
MB-468 cells with X-tremeGENE HP DNA transfection 
reagent (Roche, CHE) according to the manufacturer’s 
instructions. The shRNA sequences were as follows: 
shNC, 5′-TTC​TCC​GAA​CGT​GTC​ACG​T-3′, shRB, 
5′-CGG​CTA​AAT​ACA​CTT​TGT​GAA -3’.

Immunofluorescence assay
Breast cancer cells were subjected to indirect immu-
nofluorescence staining with γH2AX (Ser139, #9718, 
1:400) and then labelled with FITC goat anti-rabbit IgG 
(#AS007, 1:200). Nuclei were stained with DAPI (Life 
Technology). Fluorescence images were acquired using 
an inverted fluorescence microscope (Olympus). ImageJ 
version 1.48v was utilized for foci measurement and 
image analysis.

Western blot analysis
Cell lysates were separated by SDS-PAGE, and the pro-
teins were then transferred to PVDF membranes. The 
proteins were detected using antibodies against the fol-
lowing: RB (ab181616, 1:2000), cyclin D1 (ab40754, 
1:1000), E2F1 (ab179445, 1:1000) (Abcam, Cambridge, 
UK), phospho-RB (p-RB) (S780) (#8180, 1:1000), PARP/
cleaved PARP (#9542, 1:1000) (Cell Signaling Technol-
ogy), and β-Actin (AC026, 1:100,000) (ABclonal, Boston, 
USA). Specific bands were visualized by ECL (Advansta, 
USA) and detected with an imaging system (Bio-Rad, 
USA).
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Statistical analysis
Statistical significance was determined and means and 
standard deviations were calculated by GraphPad Prism 
version 6.0. All analyses were performed in triplicate, and 
P < 0.05 was used to indicate statistical significance. Data 
are expressed as the mean ± SD or mean. The significance 
of differences between two groups was analysed by two-
tailed Student’s t-test. The Chou-Talalay method was per-
formed to calculate the CI.

Results
Mutations and dysregulation of genes in the CDK4/6 
pathway are common in TNBC
TNBC genomic mutations in the CDK4/6 pathway from 
The Cancer Genome Atlas (TCGA) were obtained and 
visualized by the cBioPortal browser (www.cbiop​ortal​
.org) [22, 23]. CDKN2A, also known as multiple tumor 
suppressor l (MTS1), acts to stop cell cycle progression by 
inhibiting CDK4 and CDK6. As shown in Fig. 1a, 15% of 
TNBC patients showed CDKN2A amplification or deep 
deletion. Twenty-three percent of patients showed sig-
nificant amplification, deep deletion or other mutations 
in the RB gene. Other genes in the CDK4/6 pathway were 
mainly amplified in TNBC patients. All of these muta-
tions would contribute to disorder of the CDK4/6 path-
ways and uncontrolled cell cycle. In general, these data 
indicated that therapy with a CDK4/6 inhibitor would 
likely benefit some TNBC patients. Therefore, we inves-
tigated the effects of the CDK4/6 inhibitor PD on TNBC 
cells. Since previous studies have shown that the RB gene 
plays an important role in the mechanism of CDK4/6 
inhibitors [18–20], we detected the mRNA levels of RB in 
different breast cancer cell lines. As a result, the mRNA 
level of RB was significantly higher in MDA-MB-231 cells 
than in the other TNBC cell lines, and RB mRNA levels 
in this cell line were basically as high as those in HR + cell 
lines (MCF-7 and T47-D) (Fig. 1b). Therefore, we chose 
MDA-MB-231 cells for the following experiments.

PD led to G1 phase arrest in MDA‑MB‑231 cells and three 
drug regimens were initially established
As expected, in MDA-MB-231 cells, PD significantly 
blocked the cell cycle in G1 phase (Fig.  1c). Then, we 
found that PD had no significant effect on the apopto-
sis of MDA-MB-231 cells after its continuous applica-
tion for 24 h, 48 h or 72 h (Additional file 1: Figure S1A). 
Therefore, we next investigated the possibility that PD 
enhances the sensitivity of TNBC cells to CDDP. We 
established three common drug regimens based on lit-
eratures: PD and CDDP (synchronous treatment with PD 
and CDDP for 24 h), PD to CDDP (PD for 24 h followed 
by CDDP for 24 h), and CDDP to PD (CDDP for 24 h fol-
lowed by PD for 24 h) (Additional file 2: Figure S2A–C). 

However, none of these regimens significantly increased 
MDA-MB-231 cell apoptosis compared with that in the 
group treated with CDDP alone (Additional file 1: Figure 
S1B).

Establishment of three novel drug regimens according 
to the effect of PD on the cell cycle
To discover an effective drug regimen in MDA-MB-231 
cells, we further investigated the effects of PD on the cell 
cycle. With prolonged PD treatment, its effect in block-
ing the cell cycle in MDA-MB-231 cells was gradually 
strengthened, which was manifested as a gradual increase 
in the proportion of cells at G1 phase and gradual 
decreases in the proportions of cells at G2 and S phases. 
When PD treatment continued for 48 h, the proportion 
of cells at G1 phase peaked, as it was not significantly 
increased when the treatment duration was extended to 
72 h (Fig. 1d). We continued to investigate the effects of 
PD withdrawal on the cell cycle after 48 h of continuous 
treatment with PD and found that when MDA-MB-231 
cells were continuously treated with PD for 48  h and 
the PD was then withdrawn for 48  h, the ratio of cells 
in G1 phase began to decrease (Fig.  1e), indicating that 
the inhibited cells had re-entered the cell cycle. Accord-
ing to the above data, we set three novel drug regimens: 
PD + CDDP, CDDP-PD and PD-CDDP. PD + CDDP 
treatment was performed by treating cells with PD for 
48 h with concomitant CDDP treatment for the first 24 h. 
CDDP-PD treatment was performed by treating cells 
with CDDP for 24  h and then withdrawing CDDP for 
48 h before PD exposure for 48 h. PD-CDDP treatment 
was performed by treating cells with PD for 48  h and 
then withdrawing PD for 48 h before CDDP exposure for 
24 h (Additional file 2: Figure S2D–F).

PD‑CDDP treatment had a synergistic inhibitory effect 
on cell functions in MDA‑MB‑231 cells in vitro
There was no significant difference in the apoptosis of 
MDA-MB-231 cells between the PD + CDDP group and 
CDDP alone group, or between the CDDP-PD group and 
CDDP alone group. However, the apoptosis of MDA-
MB-231 cells treated with PD-CDDP was significantly 
increased compared with that of cells treated with CDDP 
alone (Fig.  2a). Previous studies have demonstrated 
γH2AX foci to be an accurate readout for double-strand 
DNA breaks. PD + CDDP and CDDP-PD treatment had 
no obvious effect on DNA damage compared with the 
results of CDDP treatment alone (Fig. 2b, c), while MDA-
MB-231 cells treated with PD-CDDP exhibited increased 
γH2AX positivity (Fig.  2d). Moreover, the PD-CDDP 
group had lower cell viability and formed fewer colo-
nies than the CDDP alone group (Fig.  3a, b). Measure-
ment of IC50 of CDDP showed that when sequentially 

http://www.cbioportal.org
http://www.cbioportal.org
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administered before CDDP, PD sensitized MDA-MB-231 
cells to CDDP (Fig. 3c), which indicated that PD-CDDP 
treatment could reduce the dose of CDDP. CompuSyn 
software was used to calculate the CI values. CI values 
of 1 and > 1 are indicative of additive and antagonistic 
responses, respectively, whereas CI values < 1 indicate a 
synergistic response. The CI values further indicated that 
the optimal order for combination treatment with the 

two drugs was PD-CDDP, which maximized the inhibi-
tory effect on MDA-MB-231 cells (Fig. 3d).

PD‑CDDP treatment effectively delayed the proliferation 
of MDA‑MB‑231 xenografts in vivo
Sixteen female BALB/c nude mice at five weeks of 
age were given 7 × 106 suspended MDA-MB-231 
cells. After 1  week, they were randomly divided into 

Fig. 1  PD is a potential therapeutic treatment for TNBC. a Analysis of 171 tumours from the TCGA database showing mutations of genes in the 
CDK4/6 pathway. b The mRNA expression of RB in different breast cancer cell lines. c Cell cycle analysis of MDA-MB-231 cells treated with PD for 
24 h. d MDA-MB-231 cells were treated with PD for 24 h, 48 h, or 72 h. e MDA-MB-231 cells were treated with PD for 48 h, after which PD was 
withdrawn for 24 h, 48 h, or 72 h. Changes in the cell cycle were observed by flow cytometry. Student’s t-test (two-tailed, equal variance) was used 
to derive P values: *P < 0.05, **P < 0.01, ***P < 0.001
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Fig. 2  PD enhanced CDDP-induced apoptosis and DNA damage in MDA-MB-231 cells in the PD-CDDP group. a Flow cytometry showed that 
PD enhanced the CDDP-induced apoptosis of MDA-MB-231 cells in the PD-CDDP group, and the average percentage of cells in apoptosis was 
quantified. b–d Immunofluorescence analysis was used to evaluate the expression of γH2AX (green) in MDA-MB-231 cells treated with PD, CDDP, 
PD + CDDP, PD-CDDP and CDDP-PD. DAPI was used to detect nuclei. Images were captured at × 400 with an Olympus microscope
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four groups, and the treatment schemes are shown in 
Fig.  4a. As a result of treatment, the tumour volumes 
and weights in the PD-CDDP group were significantly 
lower than those in the control group (Fig. 4b). Immu-
nohistochemical analysis showed that the expression 

of Ki-67 in the PD-CDDP group was significantly lower 
than that in the control group (Fig.  4c). Collectively, 
these results indicate that the application of PD before 
CDDP significantly delayed tumour growth, which was 
consistent with the results of in vitro experiments.

Fig. 3  PD enhanced the sensitivity of MDA-MB-231 cells to CDDP. a The cell viability of MDA-MB-231 cells after exposure to each treatment 
regimen was determined by CCK8 assay. b A colony formation assay and its quantification of MDA-MB-231 cells after each treatment regimen 
had been performed. c The IC50 of CDDP (drug concentration required to inhibit growth by 50%) was calculated in MDA-MB-231 cells treated 
with PD + CDDP, PD-CDDP or CDDP-PD. d Combination index (CI) obtained from dose–response analysis of the CDDP and PD treatments. The 
data, which were analysed with CompuSyn software, were used to measure whether the two drugs had a synergistic (CI < 1), additive (CI = 1) or 
antagonistic (CI > 1) effect
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PD synergistically enhanced CDDP‑mediated cytotoxicity 
in an RB‑dependent manner
The mRNA and protein expression levels of RB in 
MDA-MB-231 cells were dramatically decreased by 
shRB (Fig.  5a). The treatment of MDA-MB-231 cells 
with PD resulted in prominent G1 cell cycle arrest, as 
described above, but no such changes were found in 

RB-knockdown MDA-MB-231 (sh-MDA-MB-231) 
cells (Fig.  5b). The apoptosis of sh-MDA-MB-231 cells 
treated with PD-CDDP showed no significant difference 
compared with that of cells treated with CDDP alone 
(Fig.  5c). Likewise, among sh-MDA-MB-231 cells, there 
were no obvious differences between the PD-CDDP 
group and corresponding CDDP alone group in terms of 

Fig. 4  PD-CDDP treatment effectively delayed the proliferation of MDA-MB-231 xenografts in vivo. a Sample dosing schedule for PD and CDDP. 
b Randomly grouped nude mice bearing MDA-MB-231 tumours were treated with vehicle (PBS), PD (150 mg/kg), CDDP (5 mg/kg), or PD-CDDP 
treatment for three cycles. Tumour volume was determined every 3 days after the onset of treatment. c Harvested tumours were subsequently 
collected, and representative immunohistochemistry results show Ki-67 expression in MDA-MB-231 tumours. The percentage of Ki-67-positive 
tumour cells and their staining intensities were assessed by ImageJ

Fig. 5  PD synergistically enhanced CDDP-mediated cytotoxicity in a potentially RB-dependent manner. a RB mRNA and protein expression levels 
in MDA-MB-231 cells were dramatically decreased by shRB, according to the results of RT-PCR and Western blot analysis. b Cell cycle analysis of 
sh-MDA-MB-231 cells treated with PD for 24 h. c Flow cytometry showed that PD did not enhance the CDDP-induced apoptosis of sh-MDA-MB-231 
cells, and the average percentage of cells in apoptosis was quantified. d CCK8 assay, colony formation assay and immunofluorescence analysis were 
performed and showed that PD did not significantly enhance the CDDP-induced inhibition of cell viability or colony formation or increase in DNA 
damage in sh-MDA-MB-231 cells. e The IC50 of CDDP was calculated in sh-MDA-MB-231 cells treated with PD-CDDP

(See figure on next page.)
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cell viability, colony formation or DNA damage (Fig. 5d). 
Measurement of the IC50 of CDDP showed that PD 
could not change the sensitivity of sh-MDA-MB-231 
cells to CDDP (Fig. 5e). Since the relative mRNA expres-
sion of RB in MDA-MB-468 cells was lowest, we con-
structed RB-overexpressing MDA-MB-468 (OE) cells 
for further verification. The vector cells refers to MDA-
MB-468 cells transfected with empty plasmid. As shown 
in Fig. 6a, RB expression at both the mRNA and protein 
levels was significantly higher in OE cells than in vector. 
The treatment of OE cells with PD resulted in obvious G1 
cell cycle arrest, as seen in MDA-MB-231 cells (Fig. 6b). 
Among OE cells, apoptosis was significantly higher in 
the PD-CDDP group than in the CDDP alone group, but 
no such difference was observed in vector cells (Fig. 6c). 
Similarly, PD-CDDP treatment significantly inhibited cell 
viability and colony formation and increased DNA dam-
age in OE cells compared with the corresponding group 
treated with CDDP alone, but these differences were not 
observed in vector cells (Fig.  6d). Therefore, we specu-
lated that PD-CDDP treatment had inhibitory effects on 
RB-proficient TNBC cells but no such effects on RB-defi-
cient TNBC cells.

PD‑CDDP treatment enhanced the inhibitory effect 
of CDDP through the cyclin D1/RB/E2F axis
Consistent with the above results, the total RB protein 
level was obviously higher in MDA-MB-231 cells. Fur-
thermore, Western blot analysis revealed that compared 
with MDA-MB-231 cells in the CDDP alone group, those 
in the PD-CDDP group exhibited significantly reduced 
levels of p-RB, and the downstream transcription factor 
E2F1 was also significantly reduced, but no such change 
was observed in sh-MDA-MB-231 cells (Fig.  7a). This 
finding indicated that PD inhibited the cyclin D1/RB/
E2F pathway in RB-proficient cells and increased CDDP-
induced apoptosis and DNA damage of MDA-MB-231 
cells, which resulted in increased cleaved PARP and 
γH2AX levels. A proposed mechanistic model is shown 
in Fig. 7b.

Discussion
In this study, we explored the effect of various combina-
tions of PD and CDDP in the treatment of TNBC. We 
initially established three common drug regimens and 

discovered that compared with CDDP treatment alone, 
the simply combined or sequential use of PD and CDDP 
was no more effective in MDA-MB-231 cells. Therefore, 
we performed a deeper investigation of the drug regimens 
and found synergism in the PD-CDDP group. Based on 
the effect of PD on the cell cycle, when PD was used for 
48 h and then withdrawn for 72 h, its effect in blocking 
the cell cycle was weakened, and some cells entered S and 
G2 phase. Therefore, it is reasonable to speculate that 
when PD is used for 48 h and then withdrawn for 48 h, 
most cells are synchronized in the cell cycle and ready to 
enter S phase, in which cells are more sensitive to CDDP, 
thereby achieving the synergistic effect observed in the 
PD-CDDP group. In contrast, tumour cells in the CDDP-
PD group were at various stages of the cell cycle, which 
show quite different sensitivities to CDDP. Sequential use 
of PD following CDDP may induce the recovery of par-
tial cells with DNA damage due to cell cycle extension, 
so CDDP-PD treatment ultimately produced an effect 
antagonistic to that of CDDP alone or the same effect as 
CDDP alone.

Combination therapy that relies on complementary 
mechanisms of antitumour activity has increasingly 
become a trend in cancer treatment [24, 25]. Currently, 
an increasing number of targeted therapies, such as CDK 
inhibitors, combined with conventional chemotherapy 
regimens have been applied to improve the antitumour 
effects of the individual therapies and inhibit tumour 
resistance. For example, pre-treatment with PD could 
sensitize myeloma cells to bortezomib-induced apoptosis 
[26]. Another study found that simultaneous combina-
tion treatment consisting of abemaciclib with paclitaxel 
or CDDP could achieve better efficacy than chemother-
apy alone [27]. In contrast with the above findings, Pat-
rick et  al. demonstrated that simultaneous combination 
treatment of carboplatin with PD decreased antitumour 
activity compared with carboplatin treatment alone in 
Rb-proficient mice and that the coadministration of PD 
with carboplatin had no effect on tumour growth in vivo 
[28]. The above results indicate that care is required when 
combination treatments consisting of CDK inhibitors and 
chemotherapeutic drugs are designed. Different tumour 
types, the use of different chemotherapeutic agents, 
and even the use of different time points, as shown in 
our study, may have totally different effects. Improper 

(See figure on next page.)
Fig. 6  Further validation of the RB-dependent synergistic effect of PD on CDDP- induced cytotoxicity in MDA-MB-468 cells. a RB mRNA and 
protein expression levels were significantly higher in RB-overexpressing MDA-MB-468 (OE) cells than in MDA-MB-468 cells transfected with empty 
plasmid (vector), according to results of RT-PCR and Western blot analysis. b Cell cycle analysis of OE and vector cells treated with PD for 24 h. c 
Flow cytometry showed that PD enhanced the CDDP-induced apoptosis of OE cells but not vector cells in the PD-CDDP group, and the average 
percentage of cells in apoptosis was quantified. d A CCK8 assay, colony formation assay and immunofluorescence analysis were performed to 
determine the cell viability, colony formation and DNA damage, respectively, in OE and vector cells
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strategies may be ineffective or even have results oppo-
site of the intended results.

In addition, we demonstrate that the synergistic effect 
of PD with CDDP-mediated cytotoxicity occurs in an RB-
dependent manner. In RB-knockdown or RB-deficient 
cell lines, PD could not induce cell cycle arrest, and PD-
CDDP could not enhance the cytotoxic effect of CDDP, 
but the overexpression of RB restored the sensitivity 
of RB-deficient cells to PD. Some studies and our study 
have demonstrated that RB can act as a marker to select 
patients suffering from cancer who are likely to benefit 
from PD treatment, and the loss of RB function may be 
the main cause of primary and secondary drug resistance 
to PD [29–31].

Overall, this is the first study to investigate the inhibi-
tion of TNBC cells by a combination strategy consisting 
of PD and CDDP under a specific drug regimen. How-
ever, there are several limitations in this study. We used 
only one RB-proficient cell line in this study, so we can-
not rule out that the observed synergistic effect is specific 
to only MDA-MB-231 cells. Furthermore, the additional 
validation of CDDP-resistant cell lines in this study 
would have increased the clinical relevance of the study.

Conclusions
Our data have proven that PD-CDDP treatment could 
significantly suppress viability and induce apoptosis and 
DNA damage in RB-proficient TNBC cells compared 
with CDDP treatment alone and that these antitumour 
effects can be ascribed to synchronization of the cell 
cycle by PD through the CDK4/6-cyclin D1-RB-E2F 
pathway. PD-CDDP may be a promising antineoplastic 

regimen in the future; however, challenges warrant fur-
ther validation in prospective studies.

Supplementary information
Supplementary information accompanies this paper at https​://doi.
org/10.1186/s1293​5-020-01597​-x.

Additional file  1: Figure S1. a Assessment of the apoptosis of MDA-
MB-231 cells treated with PD for 24 h, 48 h, or 72 h. b Assessment of 
the apoptosis of MDA-MB-231 cells treated with the three initial drug 
regimens.

Additional file 2: Figure S2. Different PD and CDDP drug regimens: a PD 
and CDDP, b PD to CDDP, c CDDP to PD, d PD+CDDP, e CDDP-PD and f 
PD-CDDP

Abbreviations
PD: Palbociclib; CDDP: Cisplatin; PD-CDDP: Treating cells with PD for 48 h and 
then withdrawing PD for 48 h before CDDP exposure for 24 h; CDDP-PD: Treat-
ing cells with CDDP for 24 h and then withdrawing CDDP for 48 h before PD 
exposure for 48 h; PD + CDDP: Treating cells with PD for 48 h with concomi-
tant CDDP treatment for the first 24 h; BC: Breast cancer; TNBC: Triple-negative 
breast cancer; ER: Estrogen receptor; PR: Progesterone receptor; HER2: Human 
epidermal growth factor receptor 2; RB: Retinoblastoma; STR: Short tandem 
repeat; CI: Combination index.

Acknowledgements
Not applicable.

Authors’ contributions
YH and XL designed experiments. YH performed experiments. YH and HW 
performed data analysis. YH and HW wrote the manuscript. All authors read 
and approved the final manuscript.

Funding
There are no funders to report for this submission.

Availability of data and materials
The datasets used and/or analyzed during the current study are available from 
the corresponding author on reasonable request.

Fig. 7  a PD-CDDP treatment enhanced the antitumour effect of CDDP through the cyclin D1/RB/E2F axis. Western blot analysis was performed 
to assess cyclin D1, total RB, p-RB, E2F1, PARP/cleaved PARP, γH2AX and β-actin expression. b Proposed model for the mechanism of PD-CDDP 
treatment

https://doi.org/10.1186/s12935-020-01597-x
https://doi.org/10.1186/s12935-020-01597-x


Page 13 of 14Huang et al. Cancer Cell Int          (2020) 20:501 	

Ethics approval and consent to participate
The study was approved by the Ethics Committees of Tongji Hospital, and 
performed in accordance with the Guide for the Care and Treatment of Labo-
ratory Animals of Tongji Hospital.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Department of Breast and Thyroid Surgery, Tongji Hospital, Tongji Medical 
College, Huazhong University of Science and Technology, Wuhan, Hubei, 
China. 2 Department of General Surgery, Tongji Hospital, Tongji Medical Col-
lege, Huazhong University of Science and Technology, Wuhan, Hubei, China. 

Received: 10 July 2020   Accepted: 6 October 2020

References
	1.	 DeSantis CE, Ma J, Gaudet MM, Newman LA, Miller KD, Goding Sauer 

A, Jemal A, Siegel RL. Breast cancer statistics, 2019. CA Cancer J Clin. 
2019;69:438–51.

	2.	 Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A. Global 
cancer statistics 2018: GLOBOCAN estimates of incidence and mor-
tality worldwide for 36 cancers in 185 countries. CA Cancer J Clin. 
2018;68:394–424.

	3.	 Perou CM, Sorlie T, Eisen MB, van de Rijn M, Jeffrey SS, Rees CA, Pollack JR, 
Ross DT, Johnsen H, Akslen LA, Fluge O, Pergamenschikov A, Williams C, 
Zhu SX, Lonning PE, Borresen-Dale AL, Brown PO, Botstein D. Molecular 
portraits of human breast tumours. Nature. 2000;406:747–52.

	4.	 Agarwal G, Nanda G, Lal P, Mishra A, Agarwal A, Agrawal V, Krishnani N. 
Outcomes of triple-negative breast cancers (TNBC) compared with non-
TNBC: does the survival vary for all stages? World J Surg. 2016;40:1362–72.

	5.	 Hanahan D, Weinberg RA. Hallmarks of cancer: the next generation. Cell. 
2011;144:646–74.

	6.	 Sutherland RL, Musgrove EA. Cyclins and breast cancer. J Mammary 
Gland Biol Neoplasia. 2004;9:95–104.

	7.	 Lee HJ, Lee WK, Kang CW, Ku CR, Cho YH, Lee EJ. A selective cyclin-
dependent kinase 4, 6 dual inhibitor, Ribociclib (LEE011) inhibits cell 
proliferation and induces apoptosis in aggressive thyroid cancer. Cancer 
Lett. 2018;417:131–40.

	8.	 Li X, Seebacher NA, Garbutt C, Ma H, Gao P, Xiao T, Hornicek FJ, Duan Z. 
Inhibition of cyclin-dependent kinase 4 as a potential therapeutic strat-
egy for treatment of synovial sarcoma. Cell Death Dis. 2018;9:446.

	9.	 Iyengar M, O’Hayer P, Cole A, Sebastian T, Yang K, Coffman L, Buckanovich 
RJ. CDK4/6 inhibition as maintenance and combination therapy for high 
grade serous ovarian cancer. Oncotarget. 2018;9:15658–722.

	10.	 Xiong Y, Li T, Assani G, Ling H, Zhou Q, Zeng Y, Zhou F, Zhou Y. Ribociclib, 
a selective cyclin D kinase 4/6 inhibitor, inhibits proliferation and induces 
apoptosis of human cervical cancer in vitro and in vivo. Biomed Pharma-
cother. 2019;112:108602.

	11.	 Naz S, Sowers A, Choudhuri R, Wissler M, Gamson J, Mathias A, Cook 
JA, Mitchell JB. Abemaciclib, a selective CDK4/6 inhibitor, enhances the 
radiosensitivity of non-small cell lung cancer in vitro and in vivo. Clin 
Cancer Res. 2018;24:3994–4005.

	12.	 Olmez I, Brenneman B, Xiao A, Serbulea V, Benamar M, Zhang Y, Manigat 
L, Abbas T, Lee J, Nakano I, Godlewski J, Bronisz A, Abounader R, Leitinger 
N, Purow B. Combined CDK4/6 and mTOR inhibition is synergistic against 
glioblastoma via multiple mechanisms. Clin Cancer Res. 2017;23:6958–68.

	13.	 Baker SJ, Reddy EP. CDK4: a key player in the cell cycle, development, and 
cancer. Genes Cancer. 2012;3:658–69.

	14.	 Kwapisz D. Cyclin-dependent kinase 4/6 inhibitors in breast can-
cer: palbociclib, ribociclib, and abemaciclib. Breast Cancer Res Treat. 
2017;166:41–544.

	15.	 Asghar US, Barr AR, Cutts R, Beaney M, Babina I, Sampath D, Giltnane 
J, Lacap JA, Crocker L, Young A, Pearson A, Herrera-Abreu MT, Bakal C, 

Turner NC. Single-cell dynamics determines response to CDK4/6 inhibi-
tion in triple-negative breast cancer. Clin Cancer Res. 2017;23:5561–72.

	16.	 Silver DP, Richardson AL, Eklund AC, Wang ZC, Szallasi Z, Li Q, Juul N, 
Leong CO, Calogrias D, Buraimoh A, Fatima A, Gelman RS, Ryan PD, Tung 
NM, De Nicolo A, Ganesan S, Miron A, Colin C, Sgroi DC, Ellisen LW, Winer 
EP, Garber JE. Efficacy of neoadjuvant Cisplatin in triple-negative breast 
cancer. J Clin Oncol. 2010;28:1145–53.

	17.	 Sikov WM, Berry DA, Perou CM, Singh B, Cirrincione CT, Tolaney SM, 
Kuzma CS, Pluard TJ, Somlo G, Port ER, Golshan M, Bellon JR, Collyar D, 
Hahn OM, Carey LA, Hudis CA, Winer EP. Impact of the addition of carbo-
platin and/or bevacizumab to neoadjuvant once-per-week paclitaxel fol-
lowed by dose-dense doxorubicin and cyclophosphamide on pathologic 
complete response rates in stage II to III triple-negative breast cancer: 
CALGB 40603 (Alliance). J Clin Oncol. 2015;33:13–211.

	18.	 Beaver JA, Amiri-Kordestani L, Charlab R, Chen W, Palmby T, Tilley A, Zirkel-
bach JF, Yu J, Liu Q, Zhao L, Crich J, Chen XH, Hughes M, Bloomquist E, 
Tang S, Sridhara R, Kluetz PG, Kim G, Ibrahim A, Pazdur R, Cortazar P. FDA 
Approval: palbociclib for the treatment of postmenopausal patients with 
estrogen receptor-positive, her2-negative metastatic breast cancer. Clin 
Cancer Res. 2015;21:4760–6.

	19.	 Finn RS, Crown JP, Lang I, Boer K, Bondarenko IM, Kulyk SO, Ettl J, Patel R, 
Pinter T, Schmidt M, Shparyk Y, Thummala AR, Voytko NL, Fowst C, Huang 
X, Kim ST, Randolph S, Slamon DJ. The cyclin-dependent kinase 4/6 
inhibitor palbociclib in combination with letrozole versus letrozole alone 
as first-line treatment of oestrogen receptor-positive, HER2-negative, 
advanced breast cancer (PALOMA-1/TRIO-18): a randomised phase 2 
study. Lancet Oncol. 2015;16:25–35.

	20.	 Walker AJ, Wedam S, Amiri-Kordestani L, Bloomquist E, Tang S, Sridhara R, 
Chen W, Palmby TR, Fourie Zirkelbach J, Fu W, Liu Q, Tilley A, Kim G, Kluetz 
PG, McKee AE, Pazdur R. FDA Approval of palbociclib in combination with 
fulvestrant for the treatment of hormone receptor-positive, HER2-nega-
tive metastatic breast cancer. Clin Cancer Res. 2016;22:4968–72.

	21.	 Chou TC. Theoretical basis, experimental design, and computerized 
simulation of synergism and antagonism in drug combination studies. 
Pharmacol Rev. 2006;58:621–81.

	22.	 Cerami E, Gao J, Dogrusoz U, Gross BE, Sumer SO, Aksoy BA, Jacobsen 
A, Byrne CJ, Heuer ML, Larsson E, Antipin Y, Reva B, Goldberg AP, Sander 
C, Schultz N. The cBio cancer genomics portal: an open platform for 
exploring multidimensional cancer genomics data. Cancer Discov. 
2012;2:401–4.

	23.	 Gao J, Aksoy BA, Dogrusoz U, Dresdner G, Gross B, Sumer SO, Sun Y, 
Jacobsen A, Sinha R, Larsson E, Cerami E, Sander C, Schultz N. Integra-
tive analysis of complex cancer genomics and clinical profiles using the 
cBioPortal. Sci Signal. 2013;6:pl1.

	24.	 Ghosh D, Nandi S, Bhattacharjee S. Combination therapy to check-
mate Glioblastoma: clinical challenges and advances. Clin Transl Med. 
2018;7:33.

	25.	 Bhattacharjee S, Nandi S. Synthetic lethality in DNA repair network: a 
novel avenue in targeted cancer therapy and combination therapeutics. 
IUBMB Life. 2017;69:929–37.

	26.	 Huang X, Di Liberto M, Jayabalan D, Liang J, Ely S, Bretz J, Shaffer AL 3rd, 
Louie T, Chen I, Randolph S, Hahn WC, Staudt LM, Niesvizky R, Moore 
MA, Chen-Kiang S. Prolonged early G(1) arrest by selective CDK4/CDK6 
inhibition sensitizes myeloma cells to cytotoxic killing through cell cycle-
coupled loss of IRF4. Blood. 2012;120:1095–106.

	27.	 Liu Y, Zhao R, Fang S, Li Q, Jin Y, Liu B. Abemaciclib sensitizes HPV-negative 
cervical cancer to chemotherapy via specifically suppressing CDK4/6-Rb-
E2F and mTOR pathways. Fundam Clin Pharmacol. 2020.

	28.	 Roberts PJ, Bisi JE, Strum JC, Combest AJ, Darr DB, Usary JE, Zamboni 
WC, Wong KK, Perou CM, Sharpless NE. Multiple roles of cyclin-
dependent kinase 4/6 inhibitors in cancer therapy. J Natl Cancer Inst. 
2012;104:476–87.

	29.	 Fry DW, Harvey PJ, Keller PR, Elliott WL, Meade M, Trachet E, Albassam M, 
Zheng X, Leopold WR, Pryer NK, Toogood PL. Specific inhibition of cyclin-
dependent kinase 4/6 by PD 0332991 and associated antitumor activity 
in human tumor xenografts. Mol Cancer Ther. 2004;3:1427–38.

	30.	 Condorelli R, Spring L, O’Shaughnessy J, Lacroix L, Bailleux C, Scott V, 
Dubois J, Nagy RJ, Lanman RB, Iafrate AJ, Andre F, Bardia A. Polyclonal RB1 
mutations and acquired resistance to CDK 4/6 inhibitors in patients with 
metastatic breast cancer. Ann Oncol. 2018;29:640–5.



Page 14 of 14Huang et al. Cancer Cell Int          (2020) 20:501 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

	31.	 Wander SA, Cohen O, Gong X, Johnson GN, Buendia-Buendia JE, Lloyd 
MR, Kim D, Luo F, Mao P, Helvie K, Kowalski KJ, Nayar U, Waks AG, Parsons 
SH, Martinez R, Litchfield LM, Ye XS, Yu C, Jansen VM, Stille JR, Smith PS, 
Oakley GJ, Chu QS, Batist G, Hughes ME, Kremer JD, Garraway LA, Winer 
EP, Tolaney SM, Lin NU, Buchanan SG, Wagle N. The genomic landscape 
of intrinsic and acquired resistance to cyclin-dependent kinase 4/6 inhibi-
tors in patients with hormone receptor-positive metastatic breast cancer. 
Cancer Discov. 2020;10:1174–93.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Novel sequential treatment with palbociclib enhances the effect of cisplatin in RB-proficient triple-negative breast cancer
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Methods
	Cell culture and treatments
	Apoptosis analysis
	Cell cycle analysis
	Assessment of cell viability
	Colony formation assay
	Tumour xenograft studies
	Immunohistochemistry
	Quantitative real-time PCR (qRT-PCR)
	Cell transfection
	Immunofluorescence assay
	Western blot analysis
	Statistical analysis

	Results
	Mutations and dysregulation of genes in the CDK46 pathway are common in TNBC
	PD led to G1 phase arrest in MDA-MB-231 cells and three drug regimens were initially established
	Establishment of three novel drug regimens according to the effect of PD on the cell cycle
	PD-CDDP treatment had a synergistic inhibitory effect on cell functions in MDA-MB-231 cells in vitro
	PD-CDDP treatment effectively delayed the proliferation of MDA-MB-231 xenografts in vivo
	PD synergistically enhanced CDDP-mediated cytotoxicity in an RB-dependent manner
	PD-CDDP treatment enhanced the inhibitory effect of CDDP through the cyclin D1RBE2F axis

	Discussion
	Conclusions
	Acknowledgements
	References




